. This figure, which is very similar to Figure 3 , illustrates one method that was used to evaluate the enrichment of 10 nm particles in FPs, along with the depletion of smaller particles. (A-E) In each of these sections, a square area has been outlined within both the non-junctional area and the FP. The numbers of 10 nm particles and also smaller particles were then determined in each square, with the selected areas considered representative. The 10 nm particles were marked in red, the smaller particles in blue. The 10 nm particles constituted these percentages outside and inside FPs, respectively: (A) 27% and 76%, (B) 17 % and 93%, (C) 14% and 93%, (D) 6% and 88% and (E) 8% and 94%. This corresponded to the following enrichment of 10 nm particles in each section: (A) 1.6X, (B) 11.7X, (C) 7.3X, (D) 8.4X and (E) 10.7X. The depletion of smaller particles in each section left these particles at the following levels with respect to non-junctional membranes: (A) 19%, (B) 18%, (C) 9%, (D) 7% and (E) 6%. Instead of sampling simply within the squares, when all of the particles were scored in the complete FPs shown in B and E (not all included in these images), the percentages of 10 nm particles were 94% in each case, and the smaller particles 6%.
Supplemental Figure 2.
Freeze-fracture image of N2A cells expressing Cx43 reveals variable topography with closest membrane apposition at the sites where particles are aggregated. The arrows mark hexagonally-arrayed pits in shallow areas with close apposition. A patch of membrane has been torn away, revealing 10 nm particles on the Pface.
Supplemental Fig 3
A. FP with lowest R^2 for each cell type (having more than 3 aggregates) Cx43 2 and (C) the S368A mutation, clone 2B3. Significant communication remains after 1-2 hours of TPA treatment in all lines. In (A), no incremental change is significant over time, but the 0-60 min change displays a p value = 0.007, though significant dye transfer still occurs. In (B), no TPA effect is seen until 4 hours (p = 0.003). In (C), no significant effect of TPA is seen (e.g., the p value at 6 hours is 0.07). (D-F) Dye transfer experiments to evaluate GJ assembly following TPA treatment and 1 hour of reaggregation in HeLa transfectants expressing Cx43 with various mutations, (D) S262A mutation, (E) double S262A, S368A mutation and (F) triple S255A, S279A, and S282A mutation. TPA values were normalized as in Figure 6 .
In all three transfectants, the effects of TPA were highly significant (p < 0.0001). The total number of dye-injected cells in (A) was 85, (B) 138, (C) 145, (D) 98, (E) 48 and in (F) 43. Legend: Summary of regression analyses and variability estimates from HeLa-Cx43 and M257 cells indicating relative degree of consistency in packing densities of particle aggregates in FPs evaluated for different times of cell reaggregation. Regression parameters (slope, y-intercept, R 2 ), Standard Deviation/Mean ratios (%), and number of aggregates (n) are shown for individual FPs (identified by negative numbers) as well as for the total set of aggregates at a given time point. The regression analyses show that all the regression lines within FPs in Cx43 cells at each time point had R^2 values greater than 0.95, which were greater than the R^2 values for the total FP population of Cx43 at 1 hr or at 3/3.5 hr (see Supplemental Table 1 and Supplemental Figure 2) . Similarly, the SD/mean ratio at a given time in Cx43 cells was lower (less variability) for packing densities within individual FPs than for densities in all FPs. Both results also indicate consistency of densities within FPs. In addition, the within FP uniformity was more obvious for the Cx43 than for the M257 cells, a difference most evident in the R^2 values. These results suggest that for the Cx43 cells, and less often for the M257 cells, the packing density is somehow "coordinated" among aggregates within an FP. N2A-Cx43 cells also showed the same phenomenon, though only studied at one time point (data not shown). See text for further comment and Supplemental Figure 3 for representative regression plots.
Supplemental

